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Expression tests for 4 constructs of GR in fusion with His and GST. T: Total Extract, S: Soluble extract, nd: not done. No tested constructs enabled soluble proteins expression. Solubilization buffer: 250 mM NaCl, 50 mM Tris pH7.5, 10 M dexamethasone. The intensity of the band corresponding to the protein of interest was compared to the total amount of proteins. The gradation corresponds to the absence of expressed protein (-) up to 50% of the total amount of proteins (++++).
Supplementary figure 7
GR-LBD surface mutations to improve solubility: Trp 557 to Thr A) Full view of the GR LBD reference structure (PDB: 1P93). The residue Trp 557 is circled in white. B) Close up view of Trp 557. C) Surface electrostatic potential representation. Positive charges are in blue, negative charge in red and hydrophobic surface in grey. The potential was calculated using the coulombic surface coloring option in Chimera. D) Surface potential after Trp  Thr mutation. E) Superposition of the wild type structure (blue) and the Thr to Trp mutant (grey).
The residue Trp 557 was chosen to be mutated primarily to reduce hydrophobicity at the surface of the protein and secondary we choose to mutate it in threonine which creates hydrophobic interaction with isoleucine 747 and direct its hydroxyl group towards the solvent combining two effects: (1) increasing surface hydrophilicity and (2) stabilizing the hydrophobic core.
Supplementary figure 8
GR-LBD surface mutations to improve solubility: Trp 712 to Ser A) Full view of the GR LBD structure (PDB: 1P93). The residue Trp 712 is circled in white. B) Close up view of Trp 712. C) Surface electrostatic potential representation. Positive charges are in blue, negative charge in red and hydrophobic surface in grey. The potential was calculated using the coulombic surface coloring option in Chimera. C) Surface potential after Trp  Ser mutation. Superposition of the wild type structure (blue) and the Thr to Ser mutant (grey).
Supplementary figure 9
GR-LBD surface mutations to improve solubility: Cys 638 to Ala A) Full view of the GR LBD structure (PDB: 1P93). The residue Cys 638 is circled in white. In the 1P93 structure, this residue was mutated in Asp. B) Superposition of the wild type structure (grey) and the Cys to Ala mutant (blue).
Supplementary figure 10
SDS PAGE on expression tests in E. coli for NUS-GRwt (524 -777) and NUS-GRtm (524 -777) with the mutations C636A, W557T and W712S. (-) before induction, (+) after induction, T: total extract, S: soluble extract. The NUS-GRtm construct enabled the production of increased amounts of soluble protein. Fig. 16) . Chlo: chloramphenicol, Kana: kanamycin, Amp: ampicillin. The intensity of the band corresponding to the protein of interest was compared to the total amount of proteins. The gradation corresponds to the absence of expressed protein (-) up to 50% of the total amount of proteins (++++).
